Supplementary
. Cleavage of short substrates with yeast and Tm-RNases H2.
The 5'-32 P labeled 12 mer substrates indicated above the gels were digested by Yeast and TmRNase H2 in the presence of 10 mM MgCl 2 . The lanes marked with 0 contained no enzyme, and lanes marked with triangle contained increasing amount of the proteins (0.16, 1.6, 16 and 160 nM in the case of Tm-RNase H2, 0.011, 0.11, 1.1 and 11 nM in the case of yeast RNase H2). Products of the hydrolysis were analyzed by 20% TBE-urea gels. The sizes of products were measured based on molecular size markers indicated as M (products of digestion of 32 P-labeled strands without complementary strand by phosphodiesterase I). Major cleavage sites are summarized on the bottom. Figure S2 . Effect of RNase H3-like double mutation in Tm-RNase H2.
The 5'-32 P labeled 12 mer substrates schematically shown on the left of the gels were digested by Tm-RNase H2 WT, Y163A and C24D-Y163A mutants in the presence of 10 mM MgCl 2 and 1 mM MnCl 2 . The lanes marked with 0 contained no enzyme, and lanes marked with triangle contained increasing amount of the proteins (1.6, 16, 160 and 1600 nM). Products of the hydrolysis were analyzed by 20% TBE-urea gels. The sizes of products were measured based on molecular size markers indicated as M (products of digestion of 32 P-labeled strands without complementary strand by phosphodiesterase I). Transformants of sgs1Δ rnh201Δ strain with plasmids expressing Rnh201-WT, G42S, P45D-Y219A or D39A were streaked on YPD plate and cultured at 30°C. The table shows doubling time of the yeast strains analyzed in YPD medium.
Supplementary Figure S6 . Effect of overexpression of RNase H1 on growth rate of sgs1Δ rnh201Δ strain.
sgs1Δ rnh201Δ strain was transformed with a plasmid overexpressing Sc-RNase H1 and the doubling time was measured in YPD medium containing G418 at 30°C. The relative growth rate is shown. 
